From time to time there have been efforts to avoid the tedious inspissation and fractional sterilization of. Loeffler's blood serum culture medium. Van Saun and Graves' have recently described a method for preparing this medium in Petri dishes. They coagulated the serum by heating it in the autoclave four or five hours with the door three-fourths closed; then the door was wholly closed and sterilization accomplished by heating for twenty minutes at 15 lbs. pressure. Hinkleman2 has described a much shorter method for preparing Loeffler's medium, in tubes in which the tubes are tightly corked and placed in a special container with a lid that can be tightly clamped down on the corks to keep them from blowing out. The container is placed in the autoclave with the tubes in the proper slanting position and the pressure is raised to 10 pounds; the heat is then turned off and the autoclave allowed to cool down. Hinkleman attributes the absence of bubbles or shrinking to his method of preventing expansion in the medium during the heating. As the heating in his process is insufficient for complete sterilization of material with much contamination, he uses fresh serum handled aseptically, with occasional failure of sterilization even then.
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These notes have prompted me to describe a method that I have used for the past nine years with success. The procedure is carried out in the ordinary autoclave without special apparatus, is complete in half a day, and gives a sterile medium even with 'Van Saun, Anna I., and Graves, Isabelle A., Jour. Lab. & Clin. Med., 1923, 8, 406. badly infected material. I worked this method out at the University of Illinois in 1912 but neglected to publish it at that time. Since then I have taught it to a number of students and introduced it into three other laboratories. In addition I believe it has been in use in several other laboratories for some time. It is published now because I do not believe it has yet appeared in print or that it has become common knowledge.
Beef blood serum is used that has been collected without any precautions to avoid contamination; 2 ounces of chloroform are added to each gallon of serum. The serum is stored in the ice box and used as needed. It is often six or eight months before the pupply is used up. No spoilage takes place, but the serum is not steril,. It is necessary to remove the chloroform before the serum is used. To do this, the amount of serum needed is measured out, placed in an aluminum or granite ware cooker with handle, warmed to about 40°C., and with another similar cooker at hand is slowly poured from one to the other until the odor of chloroform is gone. This takes three to five minutes.
The serum-broth mixture is then prepared as usual, tubed, and the tubes plugged with cotton. The tubes are placed in the autoclave in the proper slanting position. Turn off heat and allow pressure to come down to zero. It is essential that the cooling should not be rapid. If the pressure inside the autoclave comes down faster than the temperature of the medium, boiling will occur and the medium be ruined. This let-down of pressure faster than the temperature of contents happens occasionally with an autoclave in a cold room; it happens often if the autoclave leaks steam. As a precaution I have found it advisable to turn off the heat gradually (or the steam, if connected to live steam).
The resulting medium is'white, has a smooth surface and is sterile. The method has been used repeatedly with success on Loeffler's medium in Petri dishes. Fifteen pounds pressure may be used for final sterilization if desired. The higher pressure tends to make the surface of the medium a little friable and easily broken by loop or swab, but does not appear to injure it in any other way.
It is essential that the air escape valve be closed during the first stage of the heating, and that the autoclave shall not leak, otherwise the cold air escapes and the interior of the machine heats up too fast. The success of the method depends on trapping the cold. air in the autoclave. I believe the success of Hinkleman's method. depends as much on the heat insulating action of the air in his stoppered tubes as on the prevention of expansion.
